Abstract: Precision medicine relies on individually tailored therapeutic intervention taking into account individual variability. It is strongly dependent on the availability of target-specific drugs and/or imaging agents that recognize molecular targets and patient-specific disease mechanisms. The most sensitive molecular imaging modalities, Single Photon Emission Computed Tomography (SPECT) and Positron Emission Tomography (PET), rely on the interaction between an imaging radioprobe and a target. Moreover, the use of target-specific molecular tools for both diagnostics and therapy, theranostic agents, represent an established methodology in nuclear medicine that is assuming an increasingly important role in precision medicine. The design of innovative imaging and/or theranostic agents is key for further accomplishments in the field. G-protein-coupled receptors (GPCRs), apart from being highly relevant drug targets, have also been largely exploited as molecular targets for non-invasive imaging and/or systemic radiotherapy of various diseases. Herein, we will discuss recent efforts towards the development of innovative imaging and/or theranostic agents targeting selected emergent GPCRs, namely the Frizzled receptor (FZD), Ghrelin receptor (GHSR-1a), G protein-coupled estrogen receptor (GPER), and Sphingosine-1-phosphate receptor (S1PR). The pharmacological and clinical relevance will be highlighted, giving particular attention to the studies on the synthesis and characterization of targeted molecular imaging agents, biological evaluation, and potential clinical applications in oncology and non-oncology diseases. Whenever relevant, supporting computational studies will be also discussed.
Introduction
Precision medicine, sometimes named personalized medicine, is a fast-growing approach for disease treatment, which, in general terms, aims at delivering an "appropriate dose of a right drug to a right patient" [1] [2] [3] [4] . Unlike traditional 'one-size-fits-all' therapeutic approaches, precision medicine relies on individually tailored therapeutic intervention, taking into account individual variability. Thus, treatments are targeted on the basis of genetic, phenotypic, or psychosocial characteristics that differentiate patients [1] [2] [3] [4] . In this way, it is expected to improve the therapeutic outcome, maximizing treatment efficacy with minimization of adverse side effects and toxicity. This strategy is strongly dependent on the availability of target-specific drugs and/or imaging agents that recognize, with high affinity, specific molecular targets and patient-specific mechanisms related to a disease [5, 6] .
Although not exhaustive, the general comments above give an overview of the majority of the GPCRs studied and established in the last decades as relevant molecular imaging targets both at the preclinical and clinical level. The issues addressed also comprise the use of receptor-imaging for theranostic applications as well as for drug development. Nevertheless, taking into account both the unmet needs in precision medicine and the increasing number of less exploited GPCRs that are currently targets of new drugs in clinical trials, we consider that imaging of these receptors holds great potential for application in drug development and theranostics of cancer and CNS diseases, among others. Herein, we will discuss recent efforts towards the design and development of innovative imaging and/or theranostic agents targeting selected emergent GPCRs, namely the Frizzled receptor (FZD), Ghrelin receptor (GHSR), G protein-coupled estrogen receptor (GPER), and Sphingosine-1-phosphate receptor (S1PR). The pharmacological and clinical relevance for targeting these receptors in oncology and non-oncology diseases will be highlighted, giving particular attention to the studies on the synthesis and characterization, biological evaluation and potential clinical applications. When available, relevant supporting computational studies will be also discussed in each section.
Frizzled Receptor (FZD)
The frizzled receptors (FZDs) constitute a family of GPCRs that comprises 10 FZD isoforms (FZD 1 -FZD 10 ) in mammals [160] . FZD [1] [2] [3] [4] [5] [6] [7] [8] [9] [10] mediate their biological actions mainly through secreted lipoglycoproteins of the Wingless/Int-1 (WNT) family [160] . Interaction of FZDs with Wnt activates signaling pathways that are crucial for stem cell regulation, embryonic development, cell polarity proliferation and differentiation and tumorigenesis, just to mention the most relevant functions [161] . There is strong evidence that activation of WNT signal plays a relevant role in initiation and progression of human cancers, rendering FZDs important drug targets for the development of new therapeutic approaches in oncology [160] [161] [162] . Currently, several anti-FZDs antibodies and small molecule inhibitors are being evaluated as anticancer agents for different types of cancer. There are few reports describing the development of imaging agents for noninvasively probing FZDs in vivo, the majority of which are based on nuclear imaging. The most significant application reported to date is the development of FZD 10 -specific radiolabeled antibodies for theranostics of synovial sarcoma (SS).
Considering that FZD 10 is specifically upregulated at very high level in synovial sarcoma tissues comparing to most normal organs (except for placenta) [163, 164] , Fukukawa et al. prepared a murine monoclonal antibody (MAb), MAb 92-13 (1) [164] , with specific binding activity against native FZD 10 in synovial sarcoma cell lines ( Figure 1 ).
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MAb 92-13
OTSA-101 The specificity was confirmed by flow cytometric analysis with fluorescent dyes and radioactive measurement using [ 125 I]-1. After derivatization of 1 with the bifunctional chelator isothiocyanatobenzyldiethylenetriamine pentaacetic acid (SCN-BZ-DTPA), the resulting protein conjugate was labelled with 111 In and the biodistribution of the resulting complex [ 111 In]-1 ( Figure 1 ) was assessed in a mice xenograft model of synovial sarcoma (SYO-1-tumor-bearing BALB/c nude mice). The accumulation of radioactivity in the tumor accounted for 11% ID/g after 48 h. Blocking experiments with non-labeled 1 as well as the low accumulation observed in a FZ D10 negative SS tumor model confirmed specific tumor accumulation [164] . Moreover, cell studies have also demonstrated that 1 was internalized into the synovial sarcoma cells by a FZD 10 -mediated mechanism. These findings prompted the authors to study the effect of [ 90 Y]-1 ( Figure 1 ) on tumor growth. Interestingly, after a single i.v. administration of [ 90 Y]-1 (100 µCi) in the mouse xenograft model, the tumor volume was reduced after treatment, with negligible toxicity associated [164] . Following this first report and aiming to unravel the factors that influence the therapeutic efficacy observed, the authors compared the radiosensitivity, tumor uptake and therapeutic efficacy of 1 in FZD 10 -overexpressing synovial sarcoma cells (SYO-1) with a newly established FZD 10 -transfected DLD-1 cell model (DLD-1/FZD10) [165] . The expression levels of FZD 10 on the latter cell model (350,000 molecules/cell) is significantly higher than on SYO-1 cells (8000 molecules/cell), as determined by Scatchard plot analysis. As expected from this very different expression level, the biodistribution studies after i.v. administration of [ 111 In]-1 have shown higher accumulation of radioactivity in the tumor of DLD-1/FZD10 tumor-bearing mice (49.0 ± 4.2% ID/g) than in SYO-1 tumor-bearing mice (22.0 ± 4.5% ID/g) at 48 h after administration. Surprisingly, the therapeutic efficacy of [ 90 Y]-1 was remarkably higher in SYO-1 tumor-bearing mice than in the DLD-1/FZD10 tumor model, even if higher radiation doses were used during the treatment [165] . Indeed, in the former case, tumor size reduction was observed in all mice treated, while tumor regrowth was not observed in the majority. On the contrary, slow progression was observed in the DLD-1/FZD10 tumor. The authors have assigned this result to the different radiosensitivity of the tumors studied. Brought together, these results validated the use of radiolabeled FZD 10 -specific antibodies for cancer theranostics.
Another important study case of an anti-FZD 10 therapeutic approach is the humanized chimeric antibody OTSA-101 (2) developed by Giraudet et al. (Figure 1 ). [166] . This anti-FZD 10 antibody was radiolabeled with 111 In or 90 Y after modification with the bifunctional chelator p-SCNBn-CHX-A-DTPA. The resulting radioactive complexes [ 111 In]-2 and [ 90 Y]-2 were evaluated in a first-in-human phase I study in patients with progressive advanced synovial sarcoma following a theranostic approach [166] ( Figure 1 ). Firstly, overall in vivo biodistribution and tumor uptake of [ 111 In]-2 were determined by repeated whole body planar and SPECT-CT scintigraphies. Secondly, the patients with significant tumor uptake were selected for radionuclide therapy with [ 90 Y]-2 [166] . Although no objective response was observed, 3 out of the 8 patients treated achieved a transient stable disease state. Moreover, significant hematotoxicity was observed for most of the patients. Considering these results, the authors envisaged the use of the alternative β-emitter 177 Lu to radiolabel 2 or a specific anti-FZD 10 antibody fragment with lower molecular weight, as an approach to surpass the narrow therapeutic index observed [166] .
Recently, other research group has evaluated the therapeutic efficacy of the same antibody labelled with an α-particle emitting radionuclide, using a prosthetic group, in the SS xenograft mouse model (SYO-1-tumor-bearing BALB/c nude mice) [167] . In brief, 2 was conjugated to N-succinimidyl-3-(trimethylstannyl)benzoate, and the resulting immunoconjugate was labeled with 211 At under optimized conditions [168] . A comparative study has demonstrated that the treatment of tumor-bearing mice with [ 211 At]-2 (single doses of 25 and 50 µCi) suppresses the growth of SS xenografts more efficiently than the analogue β-particle emitting antibody [ 90 Y]-2 (50-µCi dose), without relevant toxicity [167] . Remarkably, [ 211 At]-2 (50 µCi) suppressed tumor growth immediately after administration, whereas this effect required several days in the case of [ 90 Y]-2.
Considering the recent success of radionuclide therapy for the treatment of FZD 10 overexpressing cancers at preclinical level, namely synovial sarcoma, it is plausible that other types of cancer overexpressing different isoforms of the frizzled receptor (e.g., FZD 7 ) would benefit from an analogous approach. Moreover, alternatives to antibodies, such as antibody fragments or small molecules, with relevant receptor-binding properties are still needed. Zhang et al. [169] have proposed novel FZD 7 inhibitors that act through targeting the receptor's transmembrane domain (TMD). The identification of low molecular weight FZD 7 inhibitors was performed by applying structure-based virtual screening targeting the TMD. Homology modeling techniques were employed for the construction of atomic resolution model of the TMDs of FZD 7 by using its query amino acid sequence and an experimentally available 3D structure of a related homologous protein, which was used as a template. Further, 500,000 structurally diverse compounds were screened through a three-step docking/scoring process using the Glide program. To gain structural insights into FZD 7 inhibitor binding, a more sophisticated induced-fit docking protocol was performed, allowing binding sites amino acids to be flexible. The results have identified the potent FZD 7 inhibitor 4-(1H-Benzo[d]imidazol-1-yl)-N-(4-(2-oxo-1,2,3,4-tetrahydroquinolin-6-yl)thiazol-2-yl)benzamide (SRI37892, 3) as a potential chemotherapeutic candidate (Figure 1 ). Structural-based virtual screening has also been used to predict potential small molecules that binds to the cysteine-rich domain (CRD) of FZD receptors [170, 171] . The Glide program was applied for the virtual screening and two small molecule databases were used for structure-based virtual screening (approximately 130,000 compounds) [172] . Five compounds were identified as capable of inhibiting the Wnt signaling, adding important candidates to an effective therapeutic combination.
Ghrelin Receptor (GHSR-1a)
The growth hormone secretagogue receptor (GHSR), which belongs to the Family A (rodhopsin-like) of seven transmembrane spanning GPCRs [173] , consists of two subtypes (1a and 1b), although increasing evidence of novel GHSRs have appeared in the literature in the last decade [174] [175] [176] [177] . The great majority of the scientific work performed focused mainly on the best-known isoform GHSR-1a, also named ghrelin receptor after the discovery of ghrelin as its endogenous ligand (EC 50 = 1.3 nM, [178] ). In healthy individuals, GHSR-1a is widely expressed in CNS, primarily in hypothalamus and pituitary gland, but also in other peripherical organs such as pancreas, gastrointestinal tract, and heart. Human ghrelin, GRH(1-28) (4, Figure 2 ), is a 28 amino acid neuroendocrine peptide hormone N-acylated with an n-octanoyl group on the serine side chain at position 3. The unacylated form of ghrelin, human des-acyl-ghrelin (DAG(1-28), 5, Figure 2 ), also found in significant levels in human blood, has virtually no affinity to GHSR (EC 50 > 10,000 nM [179] ), and its receptor or function are still unclear. Commonly referenced as a survival system, ghrelin-GHSR axis regulates several metabolic functions including appetite stimulation, gastric motility, suppression of insulin secretion, weight gain, neuroprotection, memory enhancing, and modulation of the immune and cardiovascular systems [173, 178, 180] . The overexpression of GHSR in some types of cancer (e.g., neuroendocrine tumors of prostate and gonads, among others), or in cardiovascular disease, compared to healthy tissues turned this receptor into a promising drug target for novel therapeutic approaches [181, 182] . Thus, a rising number of drug candidates targeting the ghrelin receptor has been proposed, and even some of them successfully achieved phase III clinical trials (e.g., anamorelin, macimorelin and ulimorelin). Indeed, agents targeting GHSR that reached clinical trials account nowadays to 5% of the anti-GPCR candidates, corresponding to the 6th leading subgroup [29] . Consequently, in vivo imaging of GHSR expression also became a subject of rising interest in clinical imaging as well as in drug research. The use of noninvasive imaging techniques would provide better knowledge on biodistribution, biokinetics, metabolic stability, and mode of action of ghrelin receptor ligands in vivo. 125 I-labeled analogues of GRH(1-28) (4) have had a great importance in the assessment of GHSR distribution in human and rat brain [183] [184] [185] . However, radioiodination of 4 derivatives with 123 I for SPECT imaging has not been described in the literature in the past years. Interestingly, Wojciuk et Figure 2 ) [186] .
Although technetium-99m ( 99m Tc) still accounts for the majority of the imaging procedures in nuclear medicine, there are not many reports on the development of GHSR-specific radioprobes based on that radiometal. One of the few recent reports describes the synthesis and biological evaluation of metal tricarbonyl "2 + 1" type complexes of general formula Although technetium-99m ( 99m Tc) still accounts for the majority of the imaging procedures in nuclear medicine, there are not many reports on the development of GHSR-specific radioprobes based on that radiometal. One of the few recent reports describes the synthesis and biological evaluation of metal tricarbonyl "2 + 1" type complexes of general formula [M(CO) 3 coupling arm [187] . The same authors additionally reported the study of metal(III) tricarbonyl "4 + 1" type complexes of general formula M(NS 3 )(CN-Lys-GHR) (M = 99m Tc or Re), where NS 3 is a tetradentate tripodal trimercaptoamine chelator [187] . Figure 2 ) and [ 99m Tc(NS 3 )(CN-Lys-GHR)] (9, Figure 2 ) emerged as the most stable in several aqueous solutions (including human serum) and showed in vitro binding affinity towards GHSR-1a with IC 50 values in the range 45-54 nM (DU-145 cell model).
Ghrelin derivatives have also been explored for the development of GHSR-specific radioactive probes for PET imaging, such as the work of Chollet et al., who introduced a family of gallium-68 ( 68 Ga)-labeled ghrelin agonist and inverse agonist peptides. Biological activity, pharmacokinetic profile and metabolic stability were determined by in vitro and in vivo studies [188] . (4) or to ghrelin derivatives 10-12. The corresponding nat Ga complexes were prepared by chelation, purified and fully characterized by the usual analytical techniques in chemistry [188] 16 -NODAGA( 68 Ga)]-11 were selected because of their high potency towards GHSR-1a determined in vitro by inositol phosphate turnover assay (EC 50 = 0.72, 1.91 and 1.41 nM, respectively), whereas [N α -NODAGA( 68 Ga)]-12 was selected since no pharmacokinetic data of ghrelin inverse agonists was known to date [188] . Despite the high affinity to the receptor shown by the ghrelin derived agonists, ex vivo pharmacokinetics and PET imaging studies in Wistar rats demonstrated fast clearance and poor stability of these conjugates in the blood. Thus, the authors concluded that ghrelin motif is not suitable to developing PET imaging agents or to be faced as an appropriate lead for drug development. On the contrary, the inverse agonist [N α -NODAGA( 68 Ga)]-12 exhibited very high stability in blood, large diffusion in tissues, reasonable kidney and liver metabolism without accumulation, and slow blood clearance. However, unspecific diffusion limits its use as a radiotracer for understanding ghrelin receptor signaling [188] .
There is also a short report on the use of 68 Ga-labeled ghrelin derivatives for targeting GHSR-1a associated to prostate cancer cells. Carlie et al. prepared a peptide conjugate of the bifunctional chelator 1,4,7,10-Tetraazacyclododecane-1,4,7,10-tetraacetic acid (DOTA) with a ghrelin (1) (2) (3) (4) (5) (6) (7) (8) (9) (10) (11) (12) (13) (14) (15) (16) (17) (18) (19) analogue ([DOTA]-13, Figure 2 ) [189] . The binding affinity found for the metalated complex [DOTA( nat Ga)]-13 (IC 50 = 9.1 nM) was of the same order of magnitude as for native ghrelin (IC 50 = 8.1 nM). The radiometalated analogue [DOTA( 68 Ga)]-13 was synthesized for further biological studies. In vitro competition cell uptake assay using HEK293/GHSR-1a cell model was performed, as well as MicroPET studies in NOD/SCID mice bearing LNCaP tumors. The results showed specific accumulation of the radioactive probe in the tumors, although washout was observed after one hour suggesting low in vivo stability [189] .
Aiming to improve the in vivo stability and affinity of ghrelin and ghrelin derivatives towards GHSR-1a, Charron et al. performed a structure-activity study of ghrelin (1) (2) (3) (4) (5) (6) (7) (8) in which they identified an analogue containing a fluorine-bearing aromatic prosthetic group (6-fluoro-2-naphthoic acid, PFPN), [PFPN]-14 ( Figure 2 ) with subnanomolar binding affinity (IC 50 = 0.11 nM) [190] . A molecular docking protocol using the AUTODOCK 4.2 program was applied to study the interaction between [PFPN]-14 and the ghrelin receptor [191] . The docking results agree with previous reported results, enhancing the importance of Glu124 at the N-terminal end as an anchor point for binding and its key role in the receptor activation [192] . It is interesting to note that the prosthetic group in position 3 (the same position as of the n-octanoyl group of natural ghrelin) is of key importance for recognition and interaction with the receptor. The radiofluorinated analogue 6-[ 18 F]-fluoro-2-naphthoic acid-14 Figure 2 ) was also prepared in an overall 3.1% radiochemical yield, however, as far as the authors are aware, no biological evaluation of this probe has been reported yet.
A few reports have also appeared in the literature describing the use of fluorescent ghrelin analogues for live cell imaging of GHSR-expressing cells and organ tissues [193] [194] [195] . One of the main goals is investigating mechanisms of receptor trafficking or pharmacological agents that target specifically this receptor. Following previous work in the design and synthesis of fluorineand rhenium(I)-containing ghrelin analogs for GHSR-specific in vivo imaging [196] Figure 2 ) [193] .
[Flu]-15 is an agonist of GHSR-1a with in vitro binding affinity similar to that of the endogenous ghrelin (IC 50 = 9.5 nM). Live cell imaging in CHO/GHSR-1a cells demonstrated the role of this probe in cell surface receptor labelling and internalization. Moreover, the authors demonstrated that this probe binds specifically to heart tissue in situ, by displacement studies with both ghrelin and the known GHSR-1a ligand hexarelin. Therefore, the authors claimed the usefulness of [Flu]-15 for the development of a fluorescence-based high-throughput screening assay to discover novel GHSR-1a ligands [193] . Interestingly, Lu et al. also conducted studies with [Flu]-15, but aiming to assess ex vivo its specificity for human prostate cancer (PCa) cells over healthy adjacent prostate tissue or benign prostatic disease [194] . The main conclusion drawn is the specificity of [Flu]-1 for PCa (probe signal intensity was 4.7-fold higher in cancer tissue), which suggests the potential of ghrelin analogs to be used as molecular imaging probes for prostatic neoplasms both in localized and metastatic disease [194] .
To [195] . Moreover, the authors also demonstrated that this probe binds specifically to mature cardiomyocytes in a concentration-dependent way, in mouse heart tissue sections. Thus, [Cy5]-15 may be a useful tool to map GHSR-1a in developing and diseased cardiac tissues [195] .
A great deal of effort has been also dedicated to the development of GHSR-specific probes based on quinazoline derivatives for PET imaging (Figure 3) . Indeed, aiming to shed light on the mechanism by which ghrelin affects feeding behavior, and thus offering a new therapeutic perspective for the development of effective treatments, Potter et al. introduced the 11 Figure 3 ), which displays high GHSR binding affinity (K i = 22 nM, CHO-K1 cell model) [197] . Biodistribution studies in CD1 mice have shown that this probe accumulates specifically in the hypothalamus, a region with elevated GHSR density compared to other brain regions with lower GHSR expression. Nevertheless, the cerebral distribution suggests that the radioligand imaging properties may not be enough for further brain studies in human subjects. Moreover, specificity of [ 11 C]-16 to GHSR-1a present on mouse brain compared to GSHR-1a of the peripheral organs was not attained [197] .
Further studies by other research group resulted in a series of novel quinazoline-based radioprobes obtained by radiofluorination of 6- [197] . Surprisingly, ex vivo biodistribution and PET imaging studies in mice showed that brain accumulation of these three tracers was very low. Instead, high levels of [ 18 F]-17 were found in the small intestine, [ 11 C]-18 in the liver, and [ 11 C]-19 in the pancreas. Competition assays by pretreatment with the high potent and selective GSHR-1a inhibitor YIL781 (K i = 17 nM), demonstrated that [ 11 C]-19 was an highly selective ligand for GSHR-1a in pancreas, which prompted the authors to claim its usefulness as a PET radiotracer for in vivo imaging of GHSR-1a in that organ [198] .
based on quinazoline derivatives for PET imaging (Figure 3) . Indeed, aiming to shed light on the mechanism by which ghrelin affects feeding behavior, and thus offering a new therapeutic perspective for the development of effective treatments, Potter et al. introduced the 11 Figure 3) , which displays high GHSR binding affinity (Ki = 22 nM, CHO-K1 cell model) [197] . Biodistribution studies in CD1 mice have shown that this probe accumulates specifically in the hypothalamus, a region with elevated GHSR density compared to other brain regions with lower GHSR expression. Nevertheless, the cerebral distribution suggests that the radioligand imaging properties may not be enough for further brain studies in human subjects. Moreover, specificity of [ 11 C]-16 to GHSR-1a present on mouse brain compared to GSHR-1a of the peripheral organs was not attained [197] . More recently, Hou et al. [199] also conducted experiments on the synthesis and characterization of various quinazolinone derivatives, which resulted in the identification of one fluorine-bearing compound (20, Figure 3 ) with the highest binding affinity for GHSR-1a reported to date (IC 50 = 20 pM) [199] . Moreover, two lead derivatives with high binding affinities towards GHSR-1a were successfully 18 Figure 3 ). However, these radiofluorinated molecules were not assessed in vivo.
G protein-Coupled Estrogen Receptor (GPER)
Steroid hormones mediate key physiological functions in the reproductive, cardiovascular, endocrine, nervous, and immune systems. Alteration in those functions may lead to various known pathophysiological conditions [200, 201] . The effects of estrogens are exerted through interaction with cellular receptors, namely the nuclear receptor family (ERα and ERβ) and the G protein-coupled receptor family (G protein-coupled estrogen receptor, GPER) [200] [201] [202] . Whereas ER family regulates gene expression, the GPER family mediates rapid cellular effects through activation of intracellular signaling cascades commonly associated with GPCRs. The clinical relevance of ER imaging in vivo rapidly emerged and, currently, the PET molecular tracer 16α-[ 18 F]-fluoro-17β-estradiol ([ 18 F]-23, Figure 4 ) plays a unique role in the evaluation and management of breast cancer patients [203] [204] [205] . However, this radiopharmaceutical does not distinguish the different receptors subtypes. [197] . Surprisingly, ex vivo biodistribution and PET imaging studies in mice showed that brain accumulation of these three tracers was very low. Instead, high levels of was an highly selective ligand for GSHR-1a in pancreas, which prompted the authors to claim its usefulness as a PET radiotracer for in vivo imaging of GHSR-1a in that organ [198] .
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Steroid hormones mediate key physiological functions in the reproductive, cardiovascular, endocrine, nervous, and immune systems. Alteration in those functions may lead to various known pathophysiological conditions [200, 201] . The effects of estrogens are exerted through interaction with cellular receptors, namely the nuclear receptor family (ERα and ERβ) and the G proteincoupled receptor family (G protein-coupled estrogen receptor, GPER) [200] [201] [202] . Whereas ER family regulates gene expression, the GPER family mediates rapid cellular effects through activation of intracellular signaling cascades commonly associated with GPCRs. The clinical relevance of ER imaging in vivo rapidly emerged and, currently, the PET molecular tracer 16α-[ 18 F]-fluoro-17β-estradiol ([ 18 F]-23, Figure 4 ) plays a unique role in the evaluation and management of breast cancer patients [203] [204] [205] . However, this radiopharmaceutical does not distinguish the different receptors subtypes. Considering that assessment of the GPER expression holds potential as a prognostic tool, as a biomarker, and as a therapeutic target in certain cancer types (e.g., ovarian and breast cancer), a strong effort has been pursued towards the development of novel nuclear molecular probes for non-invasive targeting/imaging of that receptor in vivo. One of the main difficulties to overcome within this field is the restrict number of molecules that specifically recognize the GPER with high affinity. Indeed, in most of the GPER-targeted probes developed, binding to "classical" ERs is also observed. That is the case of the neutral Re(I)-tricarbonyl complexes 24-26 (Figure 4 ), stabilized by a tridentate pyridine 2-yl hydrazine chelator and containing a pendant estradiol moiety [206] . These complexes display moderate (24 and 25) to low affinity (26) for both ERα/β. Interestingly, both Considering that assessment of the GPER expression holds potential as a prognostic tool, as a biomarker, and as a therapeutic target in certain cancer types (e.g., ovarian and breast cancer), a strong effort has been pursued towards the development of novel nuclear molecular probes for non-invasive targeting/imaging of that receptor in vivo. One of the main difficulties to overcome within this field is the restrict number of molecules that specifically recognize the GPER with high affinity. Indeed, in most of the GPER-targeted probes developed, binding to "classical" ERs is also observed. That is the case of the neutral Re(I)-tricarbonyl complexes 24-26 (Figure 4 ), stabilized by a tridentate pyridine 2-yl hydrazine chelator and containing a pendant estradiol moiety [206] . These complexes display moderate (24 and 25) to low affinity (26) for both ERα/β. Interestingly, both complexes 24 and 25 exhibited strong binding to GPER (EC 50 = 42 and 64 nM, respectively) as assessed by flow cytometry using GPER-transfected COS7 cells that do not express endogenous GPER or ERα/β. Moreover, these complexes were also evaluated in a functional assay based on the rapid receptor-mediated mobilization of intracellular calcium elicited by estrogen ligand binding to ERα/β in transfected COS7 cells expressing ERα or GPER. Alkyne complex 24 led to a rapid increase in intracellular calcium concentrations with both ERα and GPER, whereas the (Z)-alkene complex 25 produced lower calcium levels. The biological properties of the radioactive surrogate [ 99m Tc]-24, obtained with a radiochemical purity ≥95% after purification and a high specific activity (47.5 TBq of 99m Tc/mmol), was assessed in human breast adenocarcinoma MCF-7 cells as well as in virgin female C57BL/6 mice in defined phases of the estrous cycle and in mice bearing MCF-7 and primary human endometrial tumors [207] . The main conclusion of the biodistribution studies in healthy mice was that receptor-mediated uptake was present in all phases of the estrous cycle in reproductive organs and mammary glands but was highest during the diestrous phase of the estrous cycle. As regards the biodistribution studies in tumor-bearing mice, there was significant receptor-mediated accumulation in target tissues and estrogen receptor-expressing tumors (0.67% for MCF-7 tumors and 0.77% for endometrial tumors). However, no discussion is provided regarding the component of the accumulation mediated specifically by the GPER.
On the quest for synthetic non-steroidal GPER-selective ligands, 1- complexes 24 and 25 exhibited strong binding to GPER (EC50 = 42 and 64 nM, respectively) as assessed by flow cytometry using GPER-transfected COS7 cells that do not express endogenous GPER or ERα/β. Moreover, these complexes were also evaluated in a functional assay based on the rapid receptor-mediated mobilization of intracellular calcium elicited by estrogen ligand binding to ERα/β in transfected COS7 cells expressing ERα or GPER. Alkyne complex 24 led to a rapid increase in intracellular calcium concentrations with both ERα and GPER, whereas the (Z)-alkene complex 25 produced lower calcium levels. The biological properties of the radioactive surrogate [ 99m Tc]-24, obtained with a radiochemical purity ≥95% after purification and a high specific activity (47.5 TBq of 99m Tc/mmol), was assessed in human breast adenocarcinoma MCF-7 cells as well as in virgin female C57BL/6 mice in defined phases of the estrous cycle and in mice bearing MCF-7 and primary human endometrial tumors [207] . The main conclusion of the biodistribution studies in healthy mice was that receptor-mediated uptake was present in all phases of the estrous cycle in reproductive organs and mammary glands but was highest during the diestrous phase of the estrous cycle. As regards the biodistribution studies in tumor-bearing mice, there was significant receptor-mediated accumulation in target tissues and estrogen receptor-expressing tumors (0.67% for MCF-7 tumors and 0.77% for endometrial tumors). However, no discussion is provided regarding the component of the accumulation mediated specifically by the GPER. These molecules share the tetrahydro-3H-cyclopenta[c]quinoline scaffold that has been used as a basic motif for the design of novel imaging probes to target GPER. Thus, with the aim of developing radioactive probes to understanding the influence of charge on cell binding, cellular permeability and in vivo tumor imaging, Nayak et al. introduced a family of conjugates combining the tetrahydro-3H-cyclopenta[c]quinoline amine moiety with the acyclic bifunctional chelator diethylene triamine pentaacetic acid (DTPA) (29, Figure 5 ) or the cyclic bifunctional chelator 1,4,7,10-tetraazacyclododecane-N,N′,N″,N‴-tetraacetic acid (DOTA) (30 and 31, Figure 5 ) [210] . The These molecules share the tetrahydro-3H-cyclopenta[c]quinoline scaffold that has been used as a basic motif for the design of novel imaging probes to target GPER. Thus, with the aim of developing radioactive probes to understanding the influence of charge on cell binding, cellular permeability and in vivo tumor imaging, Nayak et al. introduced a family of conjugates combining the tetrahydro-3H-cyclopenta[c]quinoline amine moiety with the acyclic bifunctional chelator diethylene triamine pentaacetic acid (DTPA) (29, Figure 5 ) or the cyclic bifunctional chelator 1,4,7,10-tetraazacyclododecane-N,N ,N ,N -tetraacetic acid (DOTA) (30 and 31, Figure 5) was further evaluated in Hec50 endometrial tumor-bearing mice, in which receptor-mediated uptake of the radiotracer in target organs and tumors was observed. However, rapid clearance from the tumor was also observed. Thus, further structural changes were needed towards the design of probes with improved GPER-targeting ability [210] .
With that objective in mind, a large family of GPER-selective iodo-substituted quinoline derivatives (32-38, Figure 5 ) was also synthesized, characterized and biologically evaluated by Ramesh et al. [211] . These molecules were evaluated against a panel of functional and competitive ligand binding assays using GPER and ERα/β transfected COS7, as well as Hec50 and SKBr3 cells to determine receptor selectivity and potential cross-reactivity. They showed an antagonist effect on GPER and blocking of estrogen-induced PI3K activation and calcium mobilization. Some of them exhibited IC 50 were assessed in mice bearing human endometrial and breast cancer cell xenografts. Blocking studies using the GPER-selective agonists estrogen and 27 revealed GPER-specific uptake in adrenals, uterus, and mammary tissue, as well in tumor (0.4-1.1% ID/g) [213] . Brought together, the results established the grounds for the development of novel GPER-specific tumor imaging agents to deepen the knowledge on the role of GPER in estrogen-mediated carcinogenesis and as a target for diagnostic/therapeutic/image-guided drug delivery.
Interestingly, Papalia et al. have developed the GPER-specific fluorescent probe 45 ( Figure 5 ), derived from Bodipy and 27, for bioimaging purposes and functional dissecting studies. The main conclusion drawn is that 45 is a selective GPER imaging agent that permits visualization of the receptor localization and elucidation of key elements involved in GPER trafficking and the interaction pathways [214] .
Sphingosine-1-Phosphate Receptor 1 (S1PR)
Sphingosine 1-phosphate (S1P, compound 46, Figure 6 ) is a biologically active lysophosphospholipid, which apart from being a cell membrane lipid derivative, acts also as an extracellular signaling molecule. Its effects are mediated through five specific G protein coupled receptors, S1P receptor 1 (S1PR1) to S1P receptor 5 (S1PR5). The S1PR1-S1PR3 are expressed throughout the body, whereas S1PR4 is mostly found on immune cells, and S1PR5 in lymphocytes, natural killer cells, and oligodendrocytes. The biological functions of 46 include regulation of cellular proliferation, survival, migration, invasion, differentiation and cellular architecture, as well as the control of immune cell trafficking, angiogenesis and vascular integrity. Moreover, it is also implicated in several pathophysiological processes, which include atherosclerosis, respiratory distress, diabetes, inflammation, autoimmune disorders (e.g., multiple sclerosis) and cancer. Owing to the broad range of pathophysiological roles identified, S1PR became a relevant drug target in the last few years and a strong effort has been developed towards finding high affinity and selective ligands. For the sake of example, Fingolimod (47, Figure 6 ) is an approved drug indicated in the treatment of relapsing remitting multiple sclerosis [215] . It is phosphorylated in vivo by sphingosine kinase 2, yielding the biologically active metabolite [(S)-PO3H2]-47 ( Figure 6 ), a potent S1P receptor agonist. However, this metabolite is a nonselective ligand, which binds to each of the S1PR subtypes except to S1PR2 [216] .
Within this framework, noninvasive in vitro imaging of S1PR has become a key research topic, as it could potentially contribute to the better understanding of the receptor role in the pathologies where it is involved. Moreover, receptor-specific tracers may serve as a useful tool for drug evaluation and target engagement of S1P receptors modulation strategy.
To date, no S1P receptor imaging agent suitable for clinical studies has been reported. The first attempts to develop an S1PR-targeted imaging probe comprised the preparation and biological evaluation of iodinated analogues of 47. One of those molecules, 48 ( Figure 6 ), emerged as the most promising as it presents similar properties both to the parent compound and its metabolite. In fact, compound 48 mimics 47 and [(S)-PO3H2]-47 by displaying similar physicochemical properties, affinity and selectivity for S1P receptors, pharmacokinetic and organ distribution profile, phosphorylation kinetics and phosphate biological activity [217] . Thus, the radioiodinated analogue [ 123 I]-48 was proposed for imaging studies [217] .
Aiming to develop 18 F-based PET imaging probes for targeting S1PR in vivo, Shaikh et al. introduced various fluorinated derivatives of 47. Among them, the ω-fluorinated analogue 49 and its phosphorylated form [(S)-PO3H2]-49 ( Figure 6 ) showed remarkable biological activity in vivo [218] . They were able to induce peripheral blood lymphopenia as a characteristic of successful downregulation of the S1P1 and, in the case of [(S)-PO3H2]-49, a robust time-dependent phosphorylation of MAPK was observed, indicating its ability to interact with and activate the S1PR1 and S1PR3 receptors [218] . Surprisingly, another shorter aliphatic chain fluorinated analogue, 50 ( Figure 6 ), presents impaired activity in vivo. The biodistribution of the 18 F-labeled surrogates [ 18 F]-49 and [ 18 F]-50, obtained with very high radiochemical purity (>99%), was assessed in C57BL/6 wild type mice. The micro-PET/CT imaging studies showed positive uptake in S1PR-rich tissues, with a slightly increased uptake in the lungs (mainly S1PR1) and myocardium (mainly S1PR3), as well as in the lymphocyte-containing spleen (mainly S1PR4) in the healthy mouse [218] .
Following this pioneering work based on an S1PR agonist molecule (47), other authors also proposed fluorinated analogues of the S1PR antagonist W146 (51, Figure 6 ). [219] . Those analogues presented in vitro potency (inhibition of the MAPK kinase pathway) comparable to the parent Its effects are mediated through five specific G protein coupled receptors, S1P receptor 1 (S1PR 1 ) to S1P receptor 5 (S1PR 5 ). The S1PR 1 -S1PR 3 are expressed throughout the body, whereas S1PR 4 is mostly found on immune cells, and S1PR 5 in lymphocytes, natural killer cells, and oligodendrocytes. The biological functions of 46 include regulation of cellular proliferation, survival, migration, invasion, differentiation and cellular architecture, as well as the control of immune cell trafficking, angiogenesis and vascular integrity. Moreover, it is also implicated in several pathophysiological processes, which include atherosclerosis, respiratory distress, diabetes, inflammation, autoimmune disorders (e.g., multiple sclerosis) and cancer. Owing to the broad range of pathophysiological roles identified, S1PR became a relevant drug target in the last few years and a strong effort has been developed towards finding high affinity and selective ligands. For the sake of example, Fingolimod (47, Figure 6 ) is an approved drug indicated in the treatment of relapsing remitting multiple sclerosis [215] . It is phosphorylated in vivo by sphingosine kinase 2, yielding the biologically active metabolite [(S)-PO 3 H 2 ]-47 ( Figure 6 ), a potent S1P receptor agonist. However, this metabolite is a nonselective ligand, which binds to each of the S1PR subtypes except to S1PR 2 [216] .
To date, no S1P receptor imaging agent suitable for clinical studies has been reported. The first attempts to develop an S1PR-targeted imaging probe comprised the preparation and biological evaluation of iodinated analogues of 47. One of those molecules, 48 ( Figure 6 ), emerged as the most promising as it presents similar properties both to the parent compound and its metabolite. In fact, compound 48 mimics 47 and [(S)-PO 3 H 2 ]-47 by displaying similar physicochemical properties, affinity and selectivity for S1P receptors, pharmacokinetic and organ distribution profile, phosphorylation kinetics and phosphate biological activity [217] . Thus, the radioiodinated analogue [ 123 I]-48 was proposed for imaging studies [217] .
Aiming to develop 18 F-based PET imaging probes for targeting S1PR in vivo, Shaikh et al. introduced various fluorinated derivatives of 47. Among them, the ω-fluorinated analogue 49 and its phosphorylated form [(S)-PO 3 H 2 ]-49 ( Figure 6 ) showed remarkable biological activity in vivo [218] . They were able to induce peripheral blood lymphopenia as a characteristic of successful downregulation of the S1P1 and, in the case of [(S)-PO 3 H 2 ]-49, a robust time-dependent phosphorylation of MAPK was observed, indicating its ability to interact with and activate the S1PR 1 and S1PR 3 receptors [218] . Surprisingly, another shorter aliphatic chain fluorinated analogue, 50 ( Figure 6 ), presents impaired activity in vivo. The biodistribution of the 18 F-labeled surrogates [ 18 F]-49 and [ 18 F]-50, obtained with very high radiochemical purity (>99%), was assessed in C57BL/6 wild type mice. The micro-PET/CT imaging studies showed positive uptake in S1PR-rich tissues, with a slightly increased uptake in the lungs (mainly S1PR 1 ) and myocardium (mainly S1PR 3 ), as well as in the lymphocyte-containing spleen (mainly S1PR 4 ) in the healthy mouse [218] .
Following this pioneering work based on an S1PR agonist molecule (47), other authors also proposed fluorinated analogues of the S1PR antagonist W146 (51, Figure 6 ). [219] . Those analogues presented in vitro potency (inhibition of the MAPK kinase pathway) comparable to the parent compound. One of them was radiofluorinated, yielding the potential PET probe [ 18 F]-51 ( Figure 6 ) that was later evaluated in adult C57/Bl6 mice (biodistribution studies) [219] . However, defluorination was observed with consequent high accumulation of radioactivity in the bones. These results precluded further evaluation of [ 18 F]-51 as an S1PR PET imaging agent, impelling the authors to suggest metabolically more stable tracers or radiotracers based on different lead structures to overcome this problem [219] .
Following the successful clinical application of 47 for treating patients with relapsing-remitting forms of multiple sclerosis, considerable research efforts towards the discovery of novel, more efficient, S1PR ligands based on alternative scaffolds have been pursued. Among the great variety of molecules explored, TZ3321 (52, Figure 7) , a trifluoromethylphenyl-oxadiazol derived compound reported by Merck Serono [220] , displays high binding potency for S1PR 1 (IC 50 = 2.13 nM), and high selectivity (IC 50 > 1000 nM) for S1PR 1 over S1PR 2 and S1PR 3 . that was later evaluated in adult C57/Bl6 mice (biodistribution studies) [219] . However, defluorination was observed with consequent high accumulation of radioactivity in the bones. These results precluded further evaluation of [ 18 F]-51 as an S1PR PET imaging agent, impelling the authors to suggest metabolically more stable tracers or radiotracers based on different lead structures to overcome this problem [219] . Following the successful clinical application of 47 for treating patients with relapsing-remitting forms of multiple sclerosis, considerable research efforts towards the discovery of novel, more efficient, S1PR ligands based on alternative scaffolds have been pursued. Among the great variety of molecules explored, TZ3321 (52, Figure 7 ), a trifluoromethylphenyl-oxadiazol derived compound reported by Merck Serono [220] , displays high binding potency for S1PR1 (IC50 = 2.13 nM), and high selectivity (IC50 > 1000 nM) for S1PR1 over S1PR2 and S1PR3. The radioactive analogue [ 11 C]-52 ( Figure 7 ) was prepared with high radiochemical yield (50-70%, decay corrected), high radiochemical purity (>98%), and high specific activity (2 Ci/µmol at the end of synthesis) [220] . The biodistribution of this PET probe was evaluated in healthy mice (adult male wild-type C57BL/6 mice) and in an animal model for restenosis, namely unilateral femoral artery endothelial denudation (wire-injury) in ApoE-deficient C57BL/6 mice (ApoE −/− ) maintained on high-fat diet [220] . In both models, biodistribution studies revealed prolonged retention in S1PR1-enriched tissues. MicroPET imaging showed higher uptake in the wire-injured arteries of ApoE −/− mice than in injured arteries of wild-type mice. This result was also confirmed by Post-PET autoradiography. Subsequent immunohistochemistry (IHC) staining confirmed higher expression of S1PR1 in the neointima of the injured artery of ApoE2/2 mice than in wild-type mice. Brought together, the results allowed the authors to claim that [ 11 C]-52 would be potentially useful for quantification of the S1PR1 expression as a biomarker of neointimal hyperplasia [220] .
The same research team studied the use of [ 11 C]-52 for the evaluation of S1PR1 expression in inflammatory lesions in an experimental autoimmune encephalomyelitis (EAE) rat model of multiple sclerosis (MS) [221] . The main conclusion was that EAE-induced upregulation of S1PR1 expression in rat lumbar spinal cord could be assessed by PET imaging, highlighting its potential use to detect neuroinflammatory response in patients with MS and other CNS diseases [221] . Moreover, the efficacy of [ 11 C]-52 to assessing the change of S1PR1 levels in the arterial wall during acute vascular inflammation by PET imaging was also studied [222] . Micro-PET/CT imaging after intravenous injection of [ 11 C]-52 allowed to visualize the increased expression of S1PR1 in infiltrated inflammatory cells in carotid artery 72 h after balloon over inflation injury in male adult Sprague-Dawley rats. This selective accumulation was confirmed by ex vivo autoradiography and immunohistological analysis. The results pointed to the conclusion that [ 11 C]-52 could potentially be The radioactive analogue [ 11 C]-52 ( Figure 7 ) was prepared with high radiochemical yield (50-70%, decay corrected), high radiochemical purity (>98%), and high specific activity (2 Ci/µmol at the end of synthesis) [220] . The biodistribution of this PET probe was evaluated in healthy mice (adult male wild-type C57BL/6 mice) and in an animal model for restenosis, namely unilateral femoral artery endothelial denudation (wire-injury) in ApoE-deficient C57BL/6 mice (ApoE −/− ) maintained on high-fat diet [220] . In both models, biodistribution studies revealed prolonged retention in S1PR 1 -enriched tissues. MicroPET imaging showed higher uptake in the wire-injured arteries of ApoE −/− mice than in injured arteries of wild-type mice. This result was also confirmed by Post-PET autoradiography. Subsequent immunohistochemistry (IHC) staining confirmed higher expression of S1PR 1 in the neointima of the injured artery of ApoE2/2 mice than in wild-type mice. Brought together, the results allowed the authors to claim that [ 11 C]-52 would be potentially useful for quantification of the S1PR 1 expression as a biomarker of neointimal hyperplasia [220] .
The same research team studied the use of [ 11 C]-52 for the evaluation of S1PR 1 expression in inflammatory lesions in an experimental autoimmune encephalomyelitis (EAE) rat model of multiple sclerosis (MS) [221] . The main conclusion was that EAE-induced upregulation of S1PR 1 expression in rat lumbar spinal cord could be assessed by PET imaging, highlighting its potential use to detect neuroinflammatory response in patients with MS and other CNS diseases [221] . Moreover, the efficacy of [ 11 C]-52 to assessing the change of S1PR 1 levels in the arterial wall during acute vascular inflammation by PET imaging was also studied [222] . Micro-PET/CT imaging after intravenous injection of [ 11 C]-52 allowed to visualize the increased expression of S1PR 1 in infiltrated inflammatory cells in carotid artery 72 h after balloon over inflation injury in male adult Sprague-Dawley rats. This selective accumulation was confirmed by ex vivo autoradiography and immunohistological analysis. The results pointed to the conclusion that [ 11 C]-52 could potentially be used as a PET radiotracer for monitoring early inflammatory response and the efficacy of antivascular inflammation therapy [222] .
More recently, Liu et al. demonstrated that microPET/CT imaging with [ 11 C]-52 allowed to specifically identify upregulated S1PR1 expression in mouse atherosclerotic plaques, confirmed by immunostaining methods in aortic plaques in the murine model of atherosclerosis as well as in human femoral atherosclerotic plaques [223] . These results paved the way towards the development of novel imaging probes for the noninvasive detection and visualization of atherosclerotic plaques.
Also with the purpose of finding potent and selective PET imaging tracers for S1PR 1 , Rosenberg et al. synthesized and characterized two families of fluorinated compounds containing a benzoxazole core or an oxadiazole core [216] . Their potency to S1PR 1 , S1PR 2 , and S1PR 3 was determined by competitive inhibition assays with radiolabeled [ 32 P]-46. One of the compounds of the oxadiazole family, 53 ( Figure 7) , emerged as the most promising due to its unprecedent potency (IC 50 = 2.6 nM for S1PR 1 ) and remarkable selectivity (>100-fold for S1PR 1 versus S1PR 2 /S1PR 3 ). The radiofluorinated analogue [ 18 F]-53 was obtained in ca. 26% radiochemical yield, with 98% chemical and radiochemical purity, and high specific activity. The biodistribution of [ 18 F]-53 was evaluated in adult male Sprague−Dawley (SD) rats and in a mouse model of liver inflammation (lipopolysaccharide(LPS)-treated mice). Immunohistochemical analysis staining studies confirmed that S1PR 1 expression was increased in the liver of LPS-treated mice. For the healthy SD rats, accumulation in organs with high S1PR 1 expression (e.g., heart and pancreas) was observed without evidence of defluorination; whereas for the LPS-treated mice, microPET imaging studies have shown high accumulation of radioactivity in the liver ( Figure 8A , right) as compared to non-treated animals ( Figure 8A, left) . ]-52 allowed to specifically identify upregulated S1PR1 expression in mouse atherosclerotic plaques, confirmed by immunostaining methods in aortic plaques in the murine model of atherosclerosis as well as in human femoral atherosclerotic plaques [223] . These results paved the way towards the development of novel imaging probes for the noninvasive detection and visualization of atherosclerotic plaques.
Also with the purpose of finding potent and selective PET imaging tracers for S1PR1, Rosenberg et al. synthesized and characterized two families of fluorinated compounds containing a benzoxazole core or an oxadiazole core [216] . Their potency to S1PR1, S1PR2, and S1PR3 was determined by competitive inhibition assays with radiolabeled [ 32 P]-46. One of the compounds of the oxadiazole family, 53 ( Figure 7) , emerged as the most promising due to its unprecedent potency (IC50 = 2.6 nM for S1PR1) and remarkable selectivity (>100-fold for S1PR1 versus S1PR2/S1PR3). The radiofluorinated analogue [ 18 F]-53 was obtained in ca. 26% radiochemical yield, with 98% chemical and radiochemical purity, and high specific activity. The biodistribution of [ 18 F]-53 was evaluated in adult male Sprague−Dawley (SD) rats and in a mouse model of liver inflammation (lipopolysaccharide(LPS)-treated mice). Immunohistochemical analysis staining studies confirmed that S1PR1 expression was increased in the liver of LPS-treated mice. For the healthy SD rats, accumulation in organs with high S1PR1 expression (e.g., heart and pancreas) was observed without evidence of defluorination; whereas for the LPS-treated mice, microPET imaging studies have shown high accumulation of radioactivity in the liver ( Figure 8A , right) as compared to non-treated animals ( Figure 8A , left). Additionally, in vitro autoradiography showed increased binding in the liver of LPS-treated mice compared to controls. Interestingly, parallel microPET imaging experiments with radioactive probes for assessing liver function, namely [ 15 O]-H2O and [ 99m Tc]-mebrofenin to evaluating blood flow and hepatobiliary clearance, respectively, strongly suggested that uptake of [ 18 F]-53 was related with S1PR1 expression. Based on these results, the authors claimed that [ 18 F]-53 could be considered an S1PR1-specific PET tracer with high potential for in vivo imaging of this target, and allowing the quantitation of receptor expression in response to inflammation [216] . However, [ 18 F]-53 was unable to penetrate the blood-brain barrier (BBB), which would preclude its use as a radiotracer for visualization of neuroinflammation in vivo. Thus, aiming to overcome this issue, Tu and coworkers developed a new family of ligands in which the azetidine-3-carboxylic acid moiety in 53 was replaced by various hydrophilic groups [224] . Among the various molecules evaluated by in vitro binding assays, compounds 54-57 ( Figure 7) presented the highest S1PR binding affinities, with IC50 values ranging from 6.3 to 15 nM. These molecules also showed high selectivity for S1PR1 versus other S1P receptor subtypes (IC50 > 1000 nM for S1PR2-S1PR5 Additionally, in vitro autoradiography showed increased binding in the liver of LPS-treated mice compared to controls. Interestingly, parallel microPET imaging experiments with radioactive probes for assessing liver function, namely [ 15 O]-H 2 O and [ 99m Tc]-mebrofenin to evaluating blood flow and hepatobiliary clearance, respectively, strongly suggested that uptake of [ 18 F]-53 was related with S1PR 1 expression. Based on these results, the authors claimed that [ 18 F]-53 could be considered an S1PR 1 -specific PET tracer with high potential for in vivo imaging of this target, and allowing the quantitation of receptor expression in response to inflammation [216] . However, [ 18 F]-53 was unable to penetrate the blood-brain barrier (BBB), which would preclude its use as a radiotracer for visualization of neuroinflammation in vivo. Thus, aiming to overcome this issue, Tu and coworkers developed a new family of ligands in which the azetidine-3-carboxylic acid moiety in 53 was replaced by various hydrophilic groups [224] . Among the various molecules evaluated by in vitro binding assays, compounds 54-57 ( Figure 7 ) presented the highest S1PR binding affinities, with IC 50 values ranging from 6.3 to 15 nM. These molecules also showed high selectivity for S1PR 1 versus other S1P receptor subtypes (IC 50 > 1000 nM for S1PR 2 -S1PR 5 ). The radiolabeled surrogate [ 18 F]-56 was obtained in ca. 14.1% radiochemical yield and high radiochemical purity (>98%) [224] . Biodistribution and ex vivo autoradiography studies of this radioprobe in rodents demonstrated good specific activity, stability and remarkable ability to cross the BBB with good brain retention as shown in Figure 9 .
Molecules 2018, 23, x FOR PEER REVIEW 16 of 29 good specific activity, stability and remarkable ability to cross the BBB with good brain retention as shown in Figure 9 . Further studies, namely in vitro autoradiography of brain slices of LPS-induced neuroinflammation mice model demonstrated that specific ligands of S1PR1 reduce the uptake of [ 18 F]-56, suggesting that it has specific binding towards S1PR1. Thus, [ 18 F]-56 has the potential to be an efficient PET imaging tracer for visualization of S1PR1 expression in the brain [224] .
Siponimod (58, Figure 7 ) is a selective agonist of S1PR1 and SP1R5 that is currently in advanced Phase III clinical trials across 292 hospital clinics in 31 countries for treating secondary progressive multiple sclerosis (SPMS) [225] . To further investigating the therapeutic efficacy of 58, namely the assessement of its tissue distribution in patients and, more important, its ability to cross the BBB and to accumulate at the sites of MS lesions, Briard et al. developed an iodinated analogue, 59 ( Figure 7) , with the potential to be labeled with 123 I for SPECT imaging [226] . This analogue showed to be very similar to 58, including its affinity and selectivity to S1P receptors, overall physicochemical properties, blood pharmacokinetics and tissue distribution (determined by whole-body autoradiography using [ 14 C]-59, Figure 7 ). Molecule 59 was further radiolabeled with 123 I and preliminary SPECT imaging studies in nonhuman primates confirmed [ 123 I]-59 as a promising SPECT imaging agent to investigate the distribution of 58 in the human central nervous system [227] .
Concluding Remarks and Perspectives
We have surveyed recent efforts towards the design and introduction of innovative molecular imaging and/or theranostic agents targeting the FZD, GPER, GHSR-1a, and S1PR, highlighting the clinical relevance of such efforts. Among these GPCRs, the GHSR-1a is undoubtedly the one that has been most exploited, and various radiolabeled tracers, namely those derived from human ghrelin, were developed for noninvasive imaging of GHSR-1a at the preclinical level. However, to the best of our knowledge, no imaging tracer has reached clinical trials yet. Nevertheless, considering that the number of patents covering this topic is continuously increasing, also a rising importance of GHSR-1a in molecular imaging and precision medicine is predicted [228, 229] . Contrary to the GHSR-1a, the number of molecules developed to targeting the FZD, mainly antibodies, is still scarce and exciting achievements in the development of FZD-targeted drugs and effective imaging agents Further studies, namely in vitro autoradiography of brain slices of LPS-induced neuroinflammation mice model demonstrated that specific ligands of S1PR 1 reduce the uptake of [ 18 F]-56, suggesting that it has specific binding towards S1PR 1 . Thus, [ 18 F]-56 has the potential to be an efficient PET imaging tracer for visualization of S1PR 1 expression in the brain [224] .
Siponimod (58, Figure 7 ) is a selective agonist of S1PR 1 and SP1R 5 that is currently in advanced Phase III clinical trials across 292 hospital clinics in 31 countries for treating secondary progressive multiple sclerosis (SPMS) [225] . To further investigating the therapeutic efficacy of 58, namely the assessement of its tissue distribution in patients and, more important, its ability to cross the BBB and to accumulate at the sites of MS lesions, Briard et al. developed an iodinated analogue, 59 ( Figure 7) , with the potential to be labeled with 123 I for SPECT imaging [226] . This analogue showed to be very similar to 58, including its affinity and selectivity to S1P receptors, overall physicochemical properties, blood pharmacokinetics and tissue distribution (determined by whole-body autoradiography using [ 14 C]-59, Figure 7 ). Molecule 59 was further radiolabeled with 123 I and preliminary SPECT imaging studies in nonhuman primates confirmed [ 123 I]-59 as a promising SPECT imaging agent to investigate the distribution of 58 in the human central nervous system [227] .
We have surveyed recent efforts towards the design and introduction of innovative molecular imaging and/or theranostic agents targeting the FZD, GPER, GHSR-1a, and S1PR, highlighting the clinical relevance of such efforts. Among these GPCRs, the GHSR-1a is undoubtedly the one that has been most exploited, and various radiolabeled tracers, namely those derived from human ghrelin, were developed for noninvasive imaging of GHSR-1a at the preclinical level. However, to the best of our knowledge, no imaging tracer has reached clinical trials yet. Nevertheless, considering that the number of patents covering this topic is continuously increasing, also a rising importance of GHSR-1a in molecular imaging and precision medicine is predicted [228, 229] . Contrary to the GHSR-1a, the number of molecules developed to targeting the FZD, mainly antibodies, is still scarce and exciting achievements in the development of FZD-targeted drugs and effective imaging agents for assessing noninvasively the in vivo expression of FZD receptors are expected in the near future. As regards the GPER, a great deal of effort has been directed towards the design of highly specific GPER-ligands and imaging agents based mainly on derivatives containing the tetrahydro-3H-cyclopenta[c]quinolone scaffold. However, the number of selective GPER-targeting molecules is still limited, and exploitation of structural diversity could lead to a higher number of efficient compounds, including peptides or engineered antibodies. Concerning the S1PR, also the type of molecules used to image this receptor in vivo by nuclear imaging is quite limited, as only sphingosine 1-phosphate derivatives and trifluoromethyl phenyl-oxadiazole-containing compounds have been described. Therefore, the introduction of novel S1PR-targeting molecules is decisive for the development of effective molecular imaging agents to probe that GPCR in vivo.
As an overall conclusion, we are of the opinion that further successful achievements in molecular imaging of the selected GPCRs, and consequently in theranostic approaches, are still much dependent on the availability of novel molecules with high selectivity and affinity. Integrated methodologies combining in-silico and experimental approaches could decisively contribute to that goal and should be further explored. Moreover, we are also of the opinion that molecular imaging of those targets will have a huge impact in drug discovery and address relevant unmet needs in medicine. 
